Aplastic anemia (AA) is a bone marrow failure syndrome that is caused largely by profound quantitative and qualitative defects of hematopoietic stem and progenitor cells. However, the mechanisms underlying these defects remain unclear. Under conditions of stress, autophagy acts as a protective mechanism for cells. We therefore postulated that autophagy in CD34 + hematopoietic progenitor cells (HPCs) from AA patients might be impaired and play a role in the pathogenesis of AA. To test this hypothesis, we tested autophagy in CD34 + cells from AA samples and healthy controls and investigated the effect of autophagy on the survival of adult human bone marrow CD34 + cells. We found that the level of autophagy in CD34 + cells from AA patients was significantly lower than in age/sex-matched healthy controls, and lower in cases of severe AA than in those with non-severe AA. Autophagy in CD34 + cells improved upon amelioration of AA but, compared to healthy controls, was still significantly reduced even in AA patients who had achieved a complete, long-term response. We also showed that although the basal autophagy in CD34 + cells was low, the autophagic response of CD34 + cells to "adversity" was rapid. Finally, impaired autophagy resulted in reduced differentiation and proliferation of CD34 + cells and sensitized them to death and apoptosis. Thus, our results confirm that autophagy in CD34 + cells from AA patients is impaired, that autophagy is required for the survival of CD34 + cells, and that impaired autophagy in CD34 + HPCs may play an important role in the pathogenesis of AA.
Introduction
Acquired aplastic anemia (AA) is a bone marrow failure syndrome characterized by pancytopenia in the peripheral blood and bone marrow hypoplasia. Profound reduction in hematopoietic stem and progenitor cells has been a consistent finding in AA [1] [2] [3] [4] . Additionally, at the time of clinical presentation, the number of long-term culture-initiating cells (LTC-ICs) is usually <10% of normal, and the number of stem cells has been estimated to be <1% of normal [5] . This damage to hematopoietic stem and progenitor cells may be due to a direct bone marrow insult or immune-mediated destruction [6, 7] . Profound qualitative defects to hematopoietic stem and progenitor cells are also a feature of most AA patients [8] [9] [10] [11] . For example, hematopoietic progenitor cells (HPCs) from AA patients demonstrate decreased sensitivity to trophic signals [12] , and a higher frequency of apoptosis than normal HPCs in the presence of inhibitory cytokines such as interferon-gamma (IFN-γ) [13, 14] . They also have shorter telomeres measured by various methods [15] [16] [17] and reduced colony-forming cell (CFC) or LTC-IC activity of their CD34 + cells even in the presence of a high level of hematopoietic growth factors [18] . Despite these findings, the mechanisms underlying the defects in hematopoietic stem and progenitor cells from AA patients have not yet been elucidated. Autophagy is a conserved proteolytic mechanism that acts as a protective mechanism under conditions of stress, and it maintains cellular integrity by regenerating metabolic precursors and clearing subcellular debris [19] [20] [21] while contributing to basal cellular and tissue homeostasis. Autophagy is involved in cell development, starvation adaptation, intracellular quality control, tumor suppression, aging, innate immunity and other processes [22, 23] . Abnormal autophagy has been demonstrated to be a direct cause of cell death [23] [24] [25] and has been implicated in infectious disease [26, 27] , cancer [28] , cardiovascular disease [29] , neurodegenerative disease [30, 31] , and metabolic and autoimmune disease [32] . Recent work demonstrated that autophagy is active in murine CD34 + Flt3 − cells and adult CD34 + CD133 + cells [33, 34] . Furthermore, autophagy in murine hematopoietic stem and progenitor cells is robustly induced after ex vivo cytokine withdrawal and in vivo calorie restriction [35] . Autophagy is also required for self-renewal and differentiation of CD34 + CD133 + cells, and it serves as an adaptive stress response mechanism in hematopoietic stem and progenitor cells [34, 36] . However, there have been very few studies investigating autophagy in adult human bone marrow HPCs.
HPCs from AA patients are quantitatively and qualitatively defective, and they die more readily under stress. Thus, because autophagy can serve as a protective stress response pathway, we postulated that autophagy might be defective in CD34 + HPCs from AA patients. 
Methods

Patients and controls
Cell isolation
Bone marrow mononuclear cells were separated by density-gradient centrifugation, and the following antibodies were used for fluorescence activated cell-sorting (FACS) analyses: CD34-APC, CD11b-PE, CD3-FITC and the appropriate isotypic controls (all from BD Biosciences, San Jose, CA 
Confocal laser scanning microscopy
Cytospins were made directly from FACS-sorted cells on non-coated slides. Cells were fixed in ice-cold 100% methanol for 15 min at -20°C, rinsed three times in phosphate buffered saline (PBS), and then blocked in Blocking Buffer (1XPBS/5% normal serum/0.3% Triton™ X-100) for 60 min. Indirect immunostaining was performed at 4°C overnight using the polyclonal anti-LC3 primary antibody (1:200, Cell Signaling Technology, Inc. MA, USA) and rinsed three times in PBS. Then specimens were incubated in anti-rabbit IgG-Cy3 secondary antibody (1:200, Sigma-Aldrich, Saint Louis, USA) for 2 h at room temperature in the dark. Slides were then stained with DAPI to label nuclei. The anti-fading fluorescent mounting medium (Vectorshield, Vector Laboratories, Inc. Burlingame, USA) was added, and the cells were covered with coverslips. The slides were then imaged by confocal laser scanning microscopy (PerkinElmer UltraVIEW Vox, Cambridge, UK). Volocity software 4.0 was used to identify and quantify fluorescence intensity.
Monodansylcadaverine (MDC) staining
Cell-based MDC (Cayman Chemical, Ann Arbor, USA) was diluted 1:1,000 in the Cell-based Assay Buffer (Cayman Chemical, Ann Arbor, USA), and sorted cells were incubated with the MDC staining solution for 10 min at 37°C. Cells were then rinsed in Cell-based Assay Buffer, resuspended in 20 μL Cell-based Assay Buffer, dropped on non-coated slides, and covered with coverslips. The slides were analyzed immediately by confocal laser scanning microscopy (PerkinElmer UltraVIEW Vox, Cambridge, UK). Volocity software 4.0 was used to identify and quantify fluorescence intensity.
Transmission electron microscopy (TEM)
Cells were resuspended in 0.2 mL 100% serum and fixed in 1.0 mL 2.5% phosphate-buffered glutaraldehyde at 4°C for 24 h. Cell blocks were then fixed in a mixture of 3% glutaraldehyde, Apoptosis detection by AnnexinV-FITC/PI assay 
Trypan blue assay
Sorted CD34 + cells were seeded into 12-well plates, treated with 3-MA or CQ for 48 h before harvest, and resuspended in PBS. Resuspended cells were then mixed with 0.4% Trypan Blue solution (Sigma-Aldrich, Saint Louis, USA) for 3 min at room temperature. The number of stained cells was then quantified with a hemocytometer using bright field microscopy.
Statistical analysis
Analysis of variance (ANOVA) was used for statistical analysis, and all statistical analyses were performed with SPSS 17 software. A P value < 0.05 was considered statistically significant.
Results
Impaired autophagy in CD34 + cells from AA patients
To examine the autophagic activity in CD34 + cells from AA patients, we assessed their levels of microtubule-associated protein 1A/1B-light chain 3 (MAP1LC3B), an autophagy-related marker using the NanoPro1000 TM system (ProteinSimple, Santa Clara, CA). The NanoPro1000 TM system makes use of an ultrasensitive capillary electrophoresis immunodetection instrument that allows proteins to be detected at >100-times higher sensitivity than conventional Western blot analysis, thus allowing clear identification of low abundance proteins that would not be detectable by Western blot analysis. Conversion of LC3-I to LC3-II by the addition of phosphatidylethanolamine is essential for the formation of autophagosomes, so LC3-II can serve as a marker of these cellular structures [39] [40] [41] . With the addition of phosphatidylethanolamine, the isoelectric point (pI) of LC3-II is different from LC3-I, thus LC3-I and LC3-II can be detected by the NanoPro1000 TM system at the same time. (Fig 1C and 1G) , confirming a reduced level of autophagosomes in CD34 + cells from AA patients. This result was further supported by staining with the fluorescent dye MDC, which interacts with lipids on autophagic vacuole membranes to enable autophagic vacuoles to be visualized [43] . Here, CD34 + cells from healthy controls exhibited more MDC-labeled particles and a higher mean MDC fluorescence intensity than those from AA patients (P<0.001) (Fig 1D and 1H ).
Improved autophagy in CD34 + cells from AA patients with the amelioration of disease
Immunosuppressive treatment (IST) is most widely used for AA patients who are not eligible for allogeneic stem cell transplantation, and it leads to different responses, including no response (NR), partial response (PR) and complete response (CR). We assessed levels of LC3-II in freshly sorted CD34 + cells from different AA samples displaying all three responses.
The evaluation of clinical response followed the 1998 Santa Margherita Ligure International Standards [44] . Our results revealed that the mean level of LC3-II in NR, PR and CR cases was 0.16±0.08, 0.33±0.07 and 0.57±0.12, respectively, and the difference between them was significant (PR vs NR, P = 0.007; CR vs PR, P = 0.001). The level of LC3-II was elevated with the amelioration of AA. However, compared with age/sex-matched healthy controls, it was still significantly decreased, even in long-term CR cases (0.57±0.12 vs 0.90±0.20, P<0.001) (Fig 2A  and 2D ), suggesting that impaired autophagy in CD34 + cells from AA patients could partially recover with the amelioration of disease. This result was confirmed by LC3B and MDC staining. The mean LC3B fluorescence densities of NR, PR, CR AA and healthy controls were and (E): NanoPro1000 TM system analysis. Samples were analyzed immediately after isolation without being first cultured. The peaks at pI 5.70, pI 8.36 and pI 9.95 represent LC3-I, LC3-II and GAPDH, respectively. The ratio of the peak area of LC3-II normalized to GAPDH from the same sample is presented, demonstrating that healthy controls had higher LC3-I/LC3-II than NSAA/SAA (SAA group, n = 7; NSAA group, n = 9; control group, n = 4). (B) and (F): NanoPro1000 TM system analysis. CD34 + cells were cultured in the presence of 20 μM CQ for 24 h prior to analysis. The addition of CQ accumulated LC3-II expression in all groups, though healthy controls had higher LC3-I/LC3-II than did AA (AA group, n = 7; control group, n = 3). (C) and (G): Confocal microscopy (×1,000). Samples were analyzed immediately after isolation without being first cultured. The LC3B fluorescence density of each sample is shown. Healthy controls exhibited punctate LC3B (red), NSAA/SAA showed a weak cytosolic LC3B distribution, and the LC3B fluorescence density in the NSAA/SAA group was significantly lower than in the control group (SAA group, n = 5; NSAA group, n = 5; control group, n = 3). (D) and (H): Confocal microscopy (×1,000). Samples were analyzed immediately after isolation without being first cultured. The MDC fluorescence density of each sample is shown. Healthy controls exhibited more MDC-labeled particles (blue) and MDC fluorescence density than did the NSAA/SAA (SAA group, n = 5; NSAA group, n = 5; control group, n = 3). * P<0.05, ** P<0.01, *** P<0.001. (Fig 2B and 2E) . The mean MDC fluorescence densities in NR, PR, and CR cases and healthy controls were 28.1±2.9, 40.7±2.5, 59.8±7.6 and 79.7±5.6, respectively, with differences that were also significant ( Fig  2C and 2F ).
Autophagic heterogeneity in CD34 + cells from AA patients
The mean level of autophagy in CD34 + cells from AA patients was significantly lower than that in healthy controls. However, we found that although most CD34 + cells from AA patients exhibited a weak LC3B immunostaining pattern, a few showed a punctate pattern similar to that seen in CD34 + cells from healthy controls (Fig 3A) . To show this variability in autophagy, we ranked the LC3B fluorescence density based on 500 healthy control CD34 + cells that came system. The LC3-I and LC3-II peak and the ratio of the LC3-II peak area normalized to GAPDH of each sample is presented (NR AA group, n = 9; PR AA group, n = 7; CR AA group, n = 7; control group, n = 4). With the amelioration of AA, the level of LC3-II increased but was still lower than in healthy controls. (B) and (E): Confocal microscopy (×1,000). The LC3B fluorescence and mean LC3B fluorescence density of CD34 + cells is shown (NR AA group, n = 5; PR AA group, n = 7; CR AA group, n = 5; control group, n = 3). With the amelioration of AA, the mean LC3B fluorescence density increased, but was still lower than in healthy controls. (C) and (F): Confocal microscopy (×1,000). The MDC fluorescence and mean MDC fluorescence density of CD34 + cells is shown (NR AA group, n = 5; PR AA group, n = 6; CR AA group, n = 7; control group, n = 3). With the amelioration of AA, the mean MDC fluorescence density increased, but was still lower than in healthy controls. * P<0.05, ** P<0.01, *** P<0.001. High autophagic activity in human bone marrow CD34 + cells
Because autophagy in CD34 + cells from AA patients appeared impaired, it was intriguing to study whether this phenomenon plays a role in the pathogenesis of AA. We therefore next investigated the autophagic characteristics of freshly sorted, healthy adult human bone marrow CD34 + cells that had not been cultured. Structural analysis via TEM showed that these cells exhibited more autophagic vacuoles (autophagosomes) in the cytoplasm than did lymphocytes and neutrophils (Fig 4A) . The mean number of autophagic vacuoles in CD34 + cells (7.60 ±3.13) was significantly higher than that in lymphocytes (2.50±1.43) and neutrophils (1.80 ±1.32) (P = 0.003) (Fig 4D) , suggesting a high autophagic activity in normal CD34 + cells.
LC3B staining confirmed this result, as CD34 + cells exhibited a higher LC3B fluorescence density than did lymphocytes and neutrophils (P<0.001) (Fig 4B and 4E) . The same result was also supported by biochemical analysis, as we observed the conversion from cytosolic LC3-I to membrane-bound LC3-II (Fig 4C and 4F ).
Rapid autophagic response in human bone marrow CD34 + cells to "adversity"
Autophagy is known to be highly active in murine CD34 + cells [33] , and our study also found this process in freshly sorted CD34 + cells. The isolation of bone marrow CD34 + cells is timeconsuming, and nutrition is deficient during the process. Because nutrient deprivation can induce cell autophagy, we next examined whether the high autophagic activity in CD34 + cells was simply a response to a nutrition-deprived state post-isolation. To do this, freshly isolated CD34 + cells from healthy human bone marrow were cultured for 12 h to correct potential effects of the isolation process on autophagy. Cells were then harvested and grouped, and different groups were incubated in PBS for 0 min, 30 min, 60 min and 120 min. Then, the levels of LC3 in the different groups were assessed using the NanoPro1000 TM system, an assay that could be initiated as soon as cells were harvested. As shown in Fig 5A and 5C (Fig 5B and 5D) . These results suggest that the basal autophagic activity of normal CD34 + cells is low and is induced dramatically under "adversity".
Autophagy is indispensable for proliferation and differentiation of human bone marrow CD34 + cells, and can protect them from apoptosis and death (Fig 6B) . These results suggested that the autophagic inhibitors 3-MA and CQ can inhibit proliferation of CD34 + cells in a concentration-dependent manner and that autophagy can affect the proliferation of CD34 + cells.
Next we performed a CFC assay, in which 400 sorted CD34 + cells were seeded into methylcellulose culture medium containing 0 mM, 0.5 mM, 1.0 mM or 2.0 mM 3-MA and 0 μM, 10 μM, 20 μM, or 50 μM CQ. Colonies were counted at day 10, and the CFC numbers of the four 3-MA-treated groups were 52.7±3.5, 20.7±2.1, 5.7±0.6 and 0, respectively (Fig 6C) . In the four CQ-treated groups the CFC numbers were 48.0±3.6, 37.7±3.1, 18.3±2.5 and 3.0±1.0, (Fig 6D) . These results indicate that 3-MA and CQ can also inhibit the proliferation of CD34 + cells in a concentration-dependent manner and that autophagy can also affect the proliferation of CD34 + cells.
We next attempted to study the effect of autophagy on the viability of CD34 + cells. Sorted CD34 + cells were incubated with 0 mM, 0.5 mM, 1.0 mM, or 2.0 mM 3-MA and 0 μM, 10 μM, 20 μM, or 50 μM CQ. Cell viability analysis using trypan-blue exclusion was carried out after 48 h. The percentage of dead cells in the four 3-MA-treated groups was 1.69±0.37%, 4.01±1.27%, 11.2±1.04% and 17.7±2.9%, respectively (Fig 6E) , and 1.87±0.15%, 2.35±0.40%, 6.57±0.68% and 10.6±0.8% in the four CQ-treated groups, respectively (Fig 6F) . These data suggest that 3-MA and CQ can induce the death of CD34 + cells in a concentration-dependent manner and that impaired autophagy can enhance this effect.
To further evaluate the effect of autophagy on the induction of apoptosis of CD34 + cells, the cells were treated with 0 mM/0.5 mM/1.0 mM/2.0 mM 3-MA and 0 μM, 10 μM, 20 μM, or 50 μM CQ. Annexin V-FITC/PI double staining and flow cytometry was then performed after 24 h. The proportion of apoptotic cells in the four 3-MA-treated groups was 6.39±1.72%, + cells were cultured for 12 h and placed in PBS for 0 min, 30 min, 60 min and 120 min after harvest. (A) and (C): Analysis of LC3 protein using the NanoPro1000 TM system. The LC3-I and LC3-II peaks and the ratio of LC3-II peak area normalized to GAPDH at different time-points is shown. The LC3-II peak and peak area rapidly increased with the duration of nutrient deprivation. (B) and (D): Analysis of LC3B using confocal microscopy. LC3B fluorescence and mean LC3B fluorescence density is presented. The LC3B fluorescence density in CD34 + cells was weak at 0 min and rapidly increased with the duration of nutrient deprivation. doi:10.1371/journal.pone.0149586.g005
Impaired Autophagy in CD34 + Cells from AA Patients 14.4±2.6%, 20.3±2.9% and 32.4±5.2%, respectively, and in the four CQ-treated groups 5.10 ±0.53%, 7.08±1.47%, 10.9±1.2% and 15.4±2.6%, respectively. These results suggest that 3-MA and CQ could induce apoptosis of CD34 + cells in a concentration-dependent manner (Fig 6G-6I ) and that impaired autophagy can sensitize CD34 + cells to apoptosis.
Discussion
AA has been considered primarily as an immune-mediated bone marrow failure syndrome [47] . Profound quantitative and qualitative defects of hematopoietic stem and progenitor cells have been a consistent finding in AA [5] [6] [7] [8] [9] [10] [11] , although little is known about the responsible mechanisms. To systemically investigate autophagy in HPCs from AA patients, we compared Hematopoietic stem cells reside in a hypoxic niche, rely heavily on glycolysis and remain quiescent for extensive periods [52, 53] . Differentiated and committed progenitors rely on oxidative phosphorylation, and the transition from quiescence to proliferation/differentiation is accompanied by an increased metabolic rate, mitochondrial metabolism and ROS [54, 55] . Less is known about the mechanisms used by hematopoietic stem and progenitor cells to cope with cellular stress, however. Recent studies and our results all demonstrated that freshly sorted hematopoietic stem and progenitor cells had high autophagic activity [33, 34] . Additionally, autophagy-deficient hematopoietic stem and progenitor cells, created with a conditional knockout of Atg7 or FIP200, accumulated mitochondrial mass and ROS [33, 56] . Furthermore, ex vivo cytokine withdrawal and in vivo calorie restriction could robustly induce autophagy driven by the transcription regulator FOXO3 [35] , and our results also showed that the autophagic response to nutrition deprivation in hematopoietic progenitor cells was very fast and robust. Together, these results suggest that autophagy is an important mechanism for the regulation of mitochondrial quantity and quality, as well as the balance of superoxide in hematopoietic stem and progenitor cells, and that a rapid and robust autophagy response is a protective mechanism used by hematopoietic stem and progenitor cells to cope with cellular stress.
Here, we found autophagy to be highly active in freshly sorted hematopoietic stem and progenitor cells. The isolation of CD34 + cells from mononuclear cells was time-consuming, and cells faced nutrient deprivation during isolation. Previous work has shown that nutrient deprivation induces autophagy [57] . To clarify whether hematopoietic stem and progenitor cells had high basal autophagy activity or had a rapid autophagic response to nutrient deprivation, we did not directly assess autophagy in freshly sorted CD34 + cells, but instead cultured cells for 12 h to reduce the effects of cell isolation. Furthermore, freshly harvested cells were incubated in PBS for 0 min, 30 min, 60 min and 120 min to create different nutrition deprivation states. Results of these experiments revealed low levels of basal autophagy in CD34 + cells, which is in contrast to all other related reports that stated the autophagic activity of CD34 + cells (from both human and mouse) was high [33, 34] . However, these studies showed only the autophagic characteristics of freshly sorted CD34 + cells and ignored the effects of the isolation process.
The basal level of autophagy in CD34 + cells was low, but the autophagy response of these cells to stress was very rapid and could reach a very high level after only 2 h of nutrient deprivation. Autophagy is important for the development of the blood system, as mice lacking the essential autophagy gene Atg7 show loss of normal hematopoietic stem cell functions, and deregulated fetal and postnatal hematopoiesis [33] . Autophagy is also essential for the life-long maintenance of hematopoietic stem cells [35, 56] adverse, and the cells undergo attack from the immune system. Inhibitory cytokines (interferon-γ and tumor necrosis factor-α) in AA bone marrow have been shown to be significantly higher than in normal bone marrow and could induce apoptosis and death in CD34 + cells from AA patients [58] [59] [60] . CD34 + cells from AA patients require high levels of autophagy to protect them from unfavorable conditions, but in our work, these cells displayed the contradictory characteristic of impaired autophagy. This result suggests that dysfunctional autophagy may at least partly explain the quantitative and qualitative defects of CD34 + cells from AA patients and may play an important role in the pathogenesis of AA. In addition, AA HPCs are much more apoptotic than normal HPCs in the presence of inhibitory cytokines [13, 14] . Autophagy primarily acts as a protective mechanism to prevent cell death; thus impaired autophagy may partly explain why AA HPCs die more readily under stress. Here, we showed dysfunctional autophagy in CD34 + cells from AA patients, but the molecular mechanisms underlying this phenotype need further investigation. We demonstrated that the basal levels of autophagy in bone marrow CD34 + cells were low, the isolation of CD34 + could induce high autophagy activity, and freshly sorted CD34 + cells from AA patients had impaired autophagy. Additionally, the levels of LC3-I and LC3-II protein were low, suggesting that the production of LC3 was depressed under these conditions. Starvation and energy depletion modulate the autophagy signaling pathway though mammalian target of rapamycin (mTOR) and AMP-activated protein kinase (AMPK) [61] . Thus, insights into this signaling pathway may guide future research in this field.
Conclusions
In summary, this study demonstrates that autophagy in CD34 + cells from AA patients is impaired, basal autophagy in bone marrow CD34 + cells is low, and the autophagic response of CD34 + cells to "adversity" is rapid. We also show that autophagy is necessary for the survival of CD34 + cells, and impaired autophagy in CD34 + cells may play a role in the pathogenesis of AA.
